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Preparation of Enzyme Source
SD Rat Kidneys
Homogenize in 0.25 M sucrose, 1 mM EDTA, 10 mM Tris-HCI (pH7.4)

100,000xg |ultracentrifugation

pellet supernatant
21% 79%
(6.6nmol/min*) (26.0nmol/min*)

10% PEG Precipitation
1

¥
pellet supernatant
92% 8%
(25.7nmol/min*) (2.3nmol/min*)

* Phospholipase A2 Activity
recovered from 20 kidneys
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Absorbance at 280nm ( 0—o )
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Elution Profiles of DEAE Cellulose lon Exchange Chromatography
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# 1
Purification of Rat Kidney Phospholipase A,-a
total protein total activity yield specific activity purification
(mg) (nmol/min) (%) (pmol/min/mg) (fold)

DEAE cellulose 1719 3.2 100 1.8 1
CM Sepharose 980 6.4 200 6.5 3.6
Phenyl Toyopearl 184 2.15 67 1m.7 6.5
Superose 12 16.5 1.23 38 74.5 41.4
Phenyl 5PW-RP 0.008 0.29 9 3.6x10* 2.0x10*

(2nd)

6.5x10"

3.6x10*




Elution Profiles of Column Chromatography
of Rat Kidney Phospholipase As-a
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SDS-PAGE of Rat Kidney PLA2-a
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e 20 1 2.5 %

x 2
Purification of Rat Kidney Phospholipase A,-f
total protein total activity  yield specific activity puritication

(mg) (nmol/min) (%) (pmol/min/mg) (fold)
DEAE cellulose 458 0.98 100 2.1 1
Phenyl Toyopearl 114 0.75 77 6.6 3.1
DEAE Sephacel 36.3 0.44 a5 10.2 4.9
TSK Ether-5PW 5.5 0.32 33 58.8 28.0
RP-HPLC 0.001 0.17 17 1.7x10% 8.0x10*
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Elution Profiles of Column Chromatography
of Rat Kidney Phospholipase A,—f3
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SDS-PAGE of Rat Kidney PLA2-jB
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B13

Immunoreactivity of Rat Kidney Phospholipase A2-«
with anti-Rat 14kDa Phospholipase A2 Polyclonal Antibody

entl-rat group Il PLA2 antibody

residual activity (%)

antl-rat group | PLA2 antlbody
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Immunoreactivity of Rat Kidney Phospholipase A2- 8
with antl-Rat 14kDa Phospholipase A2 Polyclonal Antibody
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Elution Profiles of Heparin-Sepharose Chromatography
of Rat Kidney Phospholipase A2-53
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Elution Profiles of Column Chromatography
of Rat Kidney Phospholipase A,-y
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SDS-PAGE of Rat Kidney PLA2-v

- <«— Origin
-« 67kDa

30kDa—>~ <«— 30kDa

<— 20kDa
<— 14.4kDa




FEHIOFOY L P YRERULN. HEBBEOS B LI

(g) mBwe
D %t

BRORAKRYN—EA—- 7 0OH F &

&

BRARZAKRYN—¥A.- 7 . SIS =PAGELE%H

S
3
=

EBEERRIEHERE LR T7L—tt7 70
2O, DEAE LT —XCTHELU R Z
TN PIAN—LTCHEL e HEOBREEN
PTFTYVIAGISREOF LEBT 2 & H20
O BEREMELS FEHE0E OV L B
Thke UHU. Th—%Try0—RACHME
FEMEY2 R LEBYS 3 . E20B R T
EHEBXDPRVESD FRUCHEE S h. BERK 2
Ae— 7 EABOEHERUL (ABERL LT
T lEN R el Dol sk el ol

X A THHE T 3 G0 FEMHE D R 1 %2
LEBEFT PY D ABEETYLEBY 3 &. FO— R 5
L

72

N
o]
<
H
m&,

i
Al
ot

B & J4
e
v
S}

|

D

1
il
O XN & % B
S

B

RPROBH EFLEBULEA &R K
VEAFELHEHEEA L (H20C). |
FOHRE. 2MELRFT VYUY LAGETOXLABL 5

CTHHR T h ke

DMEOEBEREB. KRAKRYUN—FA:—-r BERH L
oL FEEABEEBUTY 3 aMELREL T
o COMANWBREEMMPEREOHE L & 0 @8

"B kD MB kMR CEVEBRITHTL 3 &2z 20

o>




A

1A

s
o

o

B YVI2NEODKARYN—¥C2

¢ @ A

<
S e MRk

Y

YUONEKDERKAKRY N —+E CH

NTBEEHEABLTBY. REE

oGP BRE T S

37, WL OPOHBRL BV T

EMHENGTPH

PN

BYINITHCIVHABETH T

HAT 3
» % E O
% # #F 1
& xR
RARY

SHBUELTFREI AT I 88, Ra2AHY N

e— T dDHEBODGTPRHRAYIYNIBED YT L

EEMELE L SN S, Ub LU

¥

R
ry

o

A0 7 v+
£

%

B9 5k

A

bi . G
EEEKU S

C

ry
Y

SHBH T~

1 %
A FHOLEESSVUEEHALRIRES>H S K
YA~ rBGCGTPHAYINIBEHEAEULT

BN 2R

LI

BRERIBE> A RD

LR R

R T GTP-¢rsSkx3k

2 J2e

At NG S 8 T

D>V TUE £<

)
#®Hl T B %

RUN-FAOHB KRB

R % 3




X

Elution Profiles of Sephadex G-75
Gel Filtration Chromatagraphy
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) Immunoreactivity of Rat Kidney Phospholipase A2-y
with antl-Rat 14kDa Phospholipase A2 Polyclonal Antibody
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Absorption of Phospholipase A2 Activity with
anti-Rat Kidney Phospholipase A2-y Monoclonal Antibody
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Immunoblotting of

Rat Kidney Phospholipase A2 - Y
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Enzymatic Properties of Rat Kidney Phospholipases A,

a Vil Y
Molecular Weight 14kDa 14kDa 30kDa
Ca™ Requirement 10°M 10°M 10° M
Substrate Specificity PE, PS, PC PE, PS>PC PE, PS>PC
Optimum pH 8~10 8~10 A ~10
Inhibitors pBPB pBPB pBPB
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B 25 ca’ Requirement of
Rat Kidney Phospholipases A2
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Bt Substrate Specificity

of Rat Kidney Phospholiases A2
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Phospholipase.A2 Actlvity - (dpm)

Elution Profiles of DEAE column of
Phospholipase A2 Activity of Mesangial
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Immunoreactivity of PLA2 Activity of Rat Mesangial Cells
with anti-Rat Kidney PLA2-53 & vy Antibodies
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Effect of Vasopressin on PLA2 Activity and PGE2 Production

PLA2 (pmol/min) PGEz (pg)

9.9+1.1 2.3%05

control
4.0%0.2

vasopressin (500nM, 20min) 19.6 £0.8

£6

Effect of TNF on PLA2 Activity and PGE2 Production

PLA2 PGEz2 (pg)
(pmol/min) A B
9.9%1.1 2.3+05 7.1£08

control

TNF (1000units/ml, 24hrs) 41.8+1.8 4.2+05 21.4%+2.0

TNF
A; t PGE2
24hrs
TNF A23187
B; r P

2]

0.5hr




Phospholipase A2 Activity (dpm)

Elution Profiles of DEAE column of
Phospholipase A2 Activity of Mesangial Cells

1000
—o— control o
—=a— +Vasopressin
soof- —e— +INF 412

retention time (min)

NaCl (M)
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Effect of Extracellular Phospholipase A2

on Prostaglandin E2 Production of Mesangial cells
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Possible Functions of Rat Kidney Phospholipase A3

Non-mesangial \ — s Extracellular Phospholipase Ag
Cells - secrete (PLA2-a,pB)

attack

Non-activated

: Activated Highly-activated
Mesangial Cells i> Mesangial Cells - Mesangial Cells
PLA;-y

? PLA;-74
modulators ?

Hormones,
TNF, etc.

¥ 4

PGE2 Froducﬁ.on Augmentation of
PGE; Production
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